SUPPLEMENTAL EXPERIMENTAL PROCEDURES Cell Isolation
Splenic cell suspensions were made by mechanically forcing spleens through a 40 µm filter and lysing red blood cells with ACK lysis buffer (0.15 M NH 4 Cl, 10 mM KHCO 3 , 0.1 mM EDTA) for 3 mins before quenching the reaction with four volumes RPMI 1640 media (Corning Cellgro 50-020-PC) supplemented with 10% heatinactivated FBS (Sigma-Aldrich), 1% MEM non-essential amino acids (Sigma ENBF3930-01), 100 µM sodium pyruvate (Sigma RNBF6686), 10 mM HEPES (HyClone SH30237), 1x Penicillin-Streptomycin-Glutamine (Gibco 10378016), 0.0035% β-mercaptoethanol (Sigma-Aldrich). Naive B cells were isolated using immunomagnetic negative selection for CD43 following the manufacturer's protocol. Purity was confirmed by flow cytometry. Plasmablasts were isolated by staining with CD138-APC (BD, 281-2), and enriching the CD138+ fraction of splenocytes using a positive immunomagnetic enrichment on APC .
Purity greater than 80% CD138+ was used in downstream analyses (Seahorse). GL7+ cells were subsequently enriched from CD138 depleted sample in order to avoid contaminating plasmablasts that are CD138+ and also express GL7. CD138 depleted cells were stained with GL7-PE (Biolegend #144608) then enriched using a positive immunomagnetic enrichment on PE (Miltenyi #130-105-639).
Flow Cytometry
Staining panels included anti-Fc (anti-CD16/CD32) (Tonbo Biosciences, 2.4G2), anti-CD11b (Tonbo Biosciences controls to ensure that correct compensation and gating were applied.
Ex vivo differentiation
B cells were differentiated ex vivo as previously described 37 , but with the incorporation of division-tracking dye, Cell Trace Violet (CTV). B cells were isolated using immunomagnetic separation as above, and stained with CTV at a concentration of 20 × 10 6 cells/ml in PBS. Cells were differentiated at an initial concentration of 0.5 × 10 6 cells per ml with LPS (20 µg/ml; Sigma #L2630), IL-2 (20 ng/ml; eBioscience #14-8021), and IL-5 (5 ng/ml; eBioscience #14-8051). Half doses of LPS and cytokines were given on subsequent days. Where indicated, dichloroacetate (Sigma 347795) was dissolved in dH 2 O and added at 10 mM concentration each day of culture.
Seahorse Bioanalyzer
Cartridge Mice were analyzed three days following LPS challenge.
